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A B S T R A C T

White blood cells (WBCs) isolated from peripheral blood have been verified as important biomarkers for the
diagnosis, treatment and prognosis of cancer. However, it’s still under challenge to acquire high-purity WBCs,
even by taking advantage of current microfluidic technology. Considering the universality of clinical magnetic
activated cell sorting (MACS) method, new developments on microfluidic chip in combination of magnetic cells
separation technologies may provide a fascinating approach for high-purity WBCs sorting and widely clinical
application. Here, we present a flyover style microfluidic chip which has been elaborately embedded with two-
stage magnetic separation in continuous flow for WBCs sorting. Immunomagnetic micro/nano-particles (IMNPs)
labeled WBC (WBC@IMNPs) were sequentially separated by a lateral magnetic force and a vertical magnetic
force, and the final separation purity of WBCs reached up to 93 ± 1.67% at a flow rate of 20 μLmin−1.
Furthermore, the WBCs viability was up to 97.5 ± 1.8%. Consequently, this novel flyover style microfluidic-
chip with magnetic separation technology has been successfully demonstrated as cut-in-edge method for high-
purity WBCs sorting, and obviously it’s easy to extend for other types of cells sorting under great potential
application in biomedical fields.

1. Introduction

Blood cell separation is an essential and critical step in clinical di-
agnosis and therapeutic regimens, because each blood component is
capable of carrying certain important heath information (Gossett et al.,
2010; Plouffe and Murthy, 2014). White blood cells (WBCs) are vital
components of blood and act as defenders to fight against infections
(such as acquired immune deficiency syndrome (AIDS), tuberculosis, or
herpes simplex, malaria). Abnormal levels or deformations of WBCs are
closely related to immune disorder, infection or cancer (Nivedita and
Papautsky, 2013; Wu et al., 2012), therefore, WBCs can be as significant
indications for clinical diagnosis or treatment (Brunstein et al., 2015;
Kim et al., 2016). For instance, CD8+ T cells, one of the subtypes of
WBCs, are an effective response to hepatitis B virus (HBV) (Maini et al.,
2000). CD4/CD8 ratio may prove useful in monitoring response to
antiretroviral therapy of human immunodeficiency virus (HIV) (Doitsh
et al., 2013; Serrano-Villar et al., 2014). WBCs also play a key role in
the therapy of cancer and type 1 diabetes (Delong et al., 2016; Joyce

and Fearon, 2015). High-purity WBCs separation from whole blood can
facilitate accurate diagnosis in precision medicine (Ahmed et al., 2017;
Poudineh et al., 2017; Zhang et al., 2017). In general, there are two
conventional methods for blood cell separation: flow cytometry and
centrifugation. However, these technologies require costly in-
strumentation, skilled operators, massive sample and multiple pro-
cesses. More importantly, these means still have shortcomings of low
purity, low efficiency and cell damages (Gholizadeh et al., 2017; Wu
et al., 2016).

In last decades, for the purpose of cells separation of high purity,
high efficiency, high-throughput, and low-cost, a variety of approaches
had been developed, such as centrifugal separation (Russom et al.,
2009), inertial separation (Abdulla et al., 2018; Wu et al., 2016),
physical filtration (Adams et al., 2014; Chen et al., 2014), dielec-
trophoresis (DEP) separation (Chen et al., 2018), optical isolation
(Wang et al., 2011), optoelectronic tweezers (Jeorrett et al., 2014),
acoustic cell sorting (Ding et al., 2012) and magnetic activated cell
sorting (MACS) (Hyun et al., 2015). In particular, MACS is the most
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potential technique for separating target cells from a farraginous cell
population, due to its outstanding advantages of contactless, highly
specificity and high-throughput sorting (Bhuvanendran Nair Gourikutty
et al., 2016; Iranmanesh and Hulliger, 2017). MACS typically utilizes
antibodies-labeled magnetic particles to specifically capture, and then
separate captured cells by an external magnetic field (Zeng et al.,
2013). Thus, magnetic field distribution is a critical factor that need to
be considered and designed carefully. In previously works, permanent
magnets (Lipfert et al., 2009) or electromagnets (Haber and Wirtz,
2000) were applied to generating desirably magnetic field for cell
sorting. Although soft (Liu et al., 2009) or permanent (Osman et al.,
2013) magnetic microstructures were also designed to enhance the
local magnetic field gradient for higher separation efficiency, there still
is a space for further improvement in the separation efficiency
(Hejazian et al., 2015). Nowadays, several commercial products (such
as Cellsearch®, CliniMACS®, DynaMag™) also had been applied for se-
parating WBCs from peripheral blood. But, the low separation purity,
low recovery rate and high cost limit their applications. Microfluidic
chip, which can offer precise microfluidic control and less reagent cost,
had been proven suitable for cells separation (Yu et al., 2014). Thereby,
microfluidic chips were introduced into MACS flied in variety of ways
(Warkiani et al., 2015). Yet, some challenges, such as low separation
efficiency and purity, still need to be further overcome in MACS area
(Plouffe et al., 2014; Welzel et al., 2015).

Herein, we presented a continuous-flow two-stage separation
strategy of lateral separation and vertical separation in a flyover style
microfluidic chip to realize high-purity WBCs separation. At the first
stage, lateral magnetic zone that integrates a soft magnetic structure
was designed to enrich target cells and improve the recovery rate. At
the second stage, vertical magnetic zone, which is a flyover-like three-
dimensional (3D) microchannel structure, was designed for further
enhancing the purity of WBCs. As a proof-of-concept demonstration for
our flyover structural microfluidic chip, high-purity WBCs were suc-
cessfully separated from peripheral blood at different flow rate (20, 30,

40, 50, 60 μLmin−1).

2. Theoretical and design principle

2.1. Theoretical

MACS in microfluidic chip involves two important aspects of mag-
netism and fluid mechanics in microscale (Nguyen, 2011). To reach
high separation efficiency and purity, forces acted on the WBC@IMNPs
firstly need to be understood. Here, we assume a WBC@IMNPs is a
sphere. According to Newton’s second law, the equation of forces on a
WBC@IMNPs is (Hejazian et al., 2015):

= + + + +
u F F F F F
t

m d
dc

c
m dw d B l (1)

Where mc, uc, Fm, Fdw, Fd, FB and Fl are the mass, velocity, magnetic
force, downward force, drag force, Brownian force and lift force of the
WBC@IMNPs, respectively. In this way, the magnitude and direction of
the WBC@IMNPs’ acceleration are governed by the sum of aforemen-
tioned forces. In term of magnitude of these forces (Hejazian et al.,
2015), in our flyover style microfluidic chip, the drag force and mag-
netic force are dominant forces for WBC@IMNPs in the lateral se-
paration zone (Fig. 1A). Similarly, the dominant forces are drag force,
downward force and magnetic force (Fig. 1B) for WBC@IMNPs in the
vertical separation zone.

The downward force Fdw, which is the sum of gravity and buoyancy,
can be expressed as:

= −F gV ρ ρ( )dw c c f (2)

Where Vc and ρc are the volume and density of a WBC@IMNPs, ρf is the
density of surrounding fluid, and g is the gravitational acceleration,
respectively.

According to the Stokes’ law, the drag force Fd acting on a WBC@
IMNPs in the microfluidic chip is (Furlani, 2006):

Fig. 1. Dominant forces act on a WBC@IMNPs complex in a laminar flow. (A) Representative illustration of main forces in lateral separation zone. (B) Forces acted on
a complex in vertical separation zone. (C) Photograph of the flyover style microfluidic chip without placing magnets.
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= −F u uηd3π ( )d c f c (3)

Where η and uf are the dynamic viscosity and velocity of the fluids, dc
and uc are the diameter and velocity of the WBC@IMNPs. When WBC@
IMNPs move in the flow under a magnetic force, the drag force consists
of two component forces (Fdm and Fdf). The Fdf is caused by the fluid
flow and bring the WBC@IMNPs toward outlets, the Fdm is another
resistance in opposing the magnetic force direction when WBC@IMNPs
move toward the magnet.

Within the microfluidic chip, the magnetic force Fm acting on a
IMNP can be approximately calculated as (Gijs et al., 2010; Nguyen,
2011):

=
−

⋅∇F B B
V χ χ

μ
( )

( )m
c p f

0 (4)

Where Vc is the volume of the IMNP, χp and χf are the magnetic sus-
ceptibilities of the IMNP and the fluid, the physical constant μ0 is the
permeability of vacuum, B is magnetic flux density, respectively.

2.2. Design principle

In this work, the two-stage of magnetic cells separation was con-
sisted of lateral separation stage and vertical separation stage. The
primary lateral stage was designed to enrich target cells with high re-
covery rate, and the vertical separation stage was used to purify en-
riched target cells from the lateral stage (Fig. 2A). At the lateral se-
paration zone, a nickel micro-array (NMA) of special structure was
proposed to significantly enhance local magnetic field and magnetic
field gradient for separating as many target cells as possible from whole
blood sample. According to Eq. (4), a greater local magnetic force in
microchannel can be generated by the NMA. Thus, the higher recovery
rate and separation efficiency of target cells can be guaranteed. At this
stage, target cells and a fraction of unconcerned cells may move into

buffer flow from sample flow(Figs. 1A, 2B). After that, when these cells
enriched by the first stage within buffer flow arrived at the vertical
separation zone of a flyover structure, the target cells were lifted by
magnetic force and flowed into top microchannel, while the un-
concerned cells continuously flowed pass the vertical separation zone in
the bottom microchannel under the action of downward force and drag
force (Figs. 1B, 2B). Finally, highly purified target cells were collected
at outlet 3.

3. Materials and methods

3.1. Microfluidic-chip fabrication

The flyover style microfluidic chip was composed of a glass sub-
strate and a PDMS cover. A 200 nm thick nickel (Ni) structure in a comb
pattern (Fig. 2A) was deposited on a glass substrate (7.6 cm×2.6 cm).
The PDMS cover with a flyover style microchannel (heights of bottom
and top channels were both 100 μm) was fabricated by soft lithography.
The glass substrate was bonded with the PDMS cover after oxygen
plasma surface treatment. Subsequently, the whole microfluidic chip
was baked at 70 °C for 2 h to achieve an irreversible bonding (Fig. 1C).
The more detailed fabrication information can be found in Supporting
Information (Fig. S1, Supporting Information).

3.2. IMNPs preparation

CD45 is a specific surface marker of WBCs. Hence, magnetic micro/
nano-particles (MNPs) (AllMag, Shanghai Allrun Nano Science &
Technology Co., Ltd., China) were conjugated with anti-CD45 anti-
bodies (eBioscience, USA) for specific WBCs separation. The zeta-po-
tential of core/shell Fe3O4@polymer magnetic micro/nano-particles
(MNPs) is about −35mV in pH =7.4. Typically, 1 mL of carboxylic
MNPs (average diameter ~ 750 nm) suspension (2mgmL-1) were

Fig. 2. Magnetic cells separation system based on a continuous-flow microfluidic chip. (A) A 3D schematic of the flyover microfluidic chip. (B) Two-stage cells
separation strategy of the flyover structure microfluidic-chip.
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activated using 1mg of EDC and 1.3mg of Sulf-NHS (all from Thermo,
USA) for 15min at room temperature. Then, activated MNPs were
washed five times with phosphate buffer solution (PBS, pH=7.4). Text,
40 μg of anti-mouse CD45 antibodies were gently mixed with 2mg of
activated MNPs in PBS for 2 h at 25 °C to form IMNPs (Fig. S2,
Supporting Information). After that, the resultants were washed three
times with PBS (pH=7.4) to remove unreacted antibodies. Finally, the
IMNPs were stored in PBS containing 0.05% (v/v) Tween 20 (pH=7.4)
at 4 °C (Zhi et al., 2014, 2012).

3.3. Experiment preparation

To realize high-purity and high-recovery rate of cells sorting, a
system was assembled with a microscope, a flyover style microfluidic
chip and two syringe pumps (Fig. S3, Supporting Information). The
microscope was used for recording the motion trails of cells, which was
consisted of a high magnification zoom lens (Zoom 6000, Navitar,
USA), a microscope objective (MPLFLN 10×0.25 NA, Olympus, Japan)
and a high-resolution camera (acA1600-28uc, Blaser, Germany). Syr-
inge pumps were employed to precisely injected cell suspension and
PBS into the flyover style microfluidic chip. Two permanent magnets
(magnetic flux density: 0.3 T) were placed and stabilized at the given

Fig. 3. Numerical simulations of the magnetic field and magnetic field gradients of the NMA (Top View). The external magnetic field of NdFeB was B =0.3 T. (A)
The distribution of magnetic field gradients of the NdFeB magnet. (B) An abrupt change in architectures of NMA created huge magnetic field gradients. The
magnitude of this gradient was up to 105 T/m. (C) Magnetic field distribution of Ni strips. (D) The distribution of magnetic field gradients (a, c) and magnetic field (b)
of the Ni strips.
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positions to provide external magnetic flied for magnetic cells separa-
tion.

3.4. Separation of WBCs from mice whole blood

Mice white blood cells were used to evaluate the separation effi-
ciency of our microfluidic-chip. Animal experiments were approved by
the Ethics Committee for Animal Experiments of the Shanghai
Veterinary Institute of the Chinese Academy of Agricultural Sciences,
and comply with the law on animal experiments in China. The BALB/c
mice (7 weeks, 20 ± 2 g) were purchased from Shanghai Experimental
Animal Center, Chinese Academy of Sciences. All animal experiments
were carried out in accordance with the protocol approved by the
Ethics Committee of Shanghai Jiao Tong University. Whole blood
samples were collected into blood collection tubes containing antic-
oagulant of EDTA (BD Biosciences) from the orbital sinus of mice (Qu
et al., 2008). Firstly, 0.5 mL of whole blood sample was diluted in PBS
(1:5, v/v). Then, 500 μL of diluted blood cell sample was mixed gently
with 50 μL of prepared IMNPs suspension. After incubation for 30min
at 37 °C, the mixture was injected into microfluidic chip at different
flow rate (20, 30, 40, 50, 60 μLmin−1). In order to make sure the cell
mixture stream wouldn’t displace into the recovery outlet, the flow rate
ratio of the mixture to PBS was 4:5. The separation experiments were
repeated three times. And, all results are reported as means± S.D.
(n=3). All statistical analyses were done with SPSS 22.0 (IBM Corp.,
USA).

4. Results and discussion

4.1. High-precision control of magnetic force

Magnetic cell continuous sorting device generally depends on the
capability of precise control of hydrodynamic force and magnetic force.
In this work, control of the two forces was achieved in following two
ways. First, a flyover style microchannel was designed to create a la-
minar flow for precise control of hydrodynamic force. This made sure
that target cells can be correctly moved into recovery outlet (outlet 3)
and unconcerned cells can go out through waste outlet (outlet 1 and 2).
Second, for precise control of magnetic force, a Ni structure extending

into microchannel was used to strengthen local magnetic field and
magnetic field gradient through guiding magnetic lines of an external
neodymium-iron-boron (NdFeB) permanent magnet. To optimize Ni
structure, the magnetic field gradient of the Ni structure was numeri-
cally calculated using finite element analysis software (COMSOL
Multiphysics 5.2, COMSOL Inc., Stockholm, Sweden). In numerical
calculations, several key parameters were relative magnetic perme-
ability (μr, nickel = 200, μr, air = 1.05) (Adams et al., 2008) and mag-
netic field strength (B = 0.3 T) of the NdFeB magnet. In contrast to
magnetic field gradient (< 1000 T/m) of only magnet (Fig. 3A), the
highest magnetic field gradient was 2× 105 T/m at the corner of the Ni
strip on XY plane (Fig. 3B), which confirming that the designed Ni ar-
chitecture can tremendously amplify local magnetic field gradient in
microchannel. Furthermore, as shown in Fig. 3C (XY plane), magnetic
field lines in the microchannel were focused on the corners of the Ni
strips. Meanwhile, as shown in Fig. 3D (YZ plane), in comparison with
straight Ni strips, magnetic field gradient and magnetic field on YZ
plane also were enhanced at the corners of Ni strips. The results also
indicated that the magnetic force on an IMNP was up to several nano-
newtons (calculated via Eq. (4)). This magnetic force was sufficient to
sort target cells at lateral direction and made sure nearly all of the la-
beled cells were sorted (Adams et al., 2008).

4.2. Characterization of IMNPs

The characterization of IMNPs was performed by UV–vis spectra
(Cary-50 UV–vis spectrometer, Agilent, USA), Fourier transform in-
frared spectra (FTIR) (EQUINOX 55, Bruker, Germany) and magnetic
property (PPMS-9T (EC-II), Quantum Design, USA). The UV−vis
spectra of MNPs (Fig. S4B, Supporting Information, blue line) shows the
strong absorption peak at 540 nm. After modification with CD45 anti-
bodies (Fig. S4B, Supporting Information, red line), the strong absorp-
tion peak shifted from 540 to 580 nm, the 40 nm blue shift owing to the
change of the MPNs electronic ground state induced by antibodies
conjugation. Compared with MNPs, the spectrum of the IMNP (Fig. S4C,
Supporting Information) shows that the CHN deformation vibration
peak at 1544 cm−1 (amide II vibration) appeared, which was due to the
amide bond in the infrared spectrum (Meng et al., 2016). It confirmed
that anti-mouse CD45 antibodies have been bonded to the surface of the

Fig. 4. LSCM image of CD45-FITC labeled WBCs and IMNPs CD45-FITC labeled WBCs at bright field (BF) and fluorescence (FLU) situations. From the BF and merge
images, the IMNPs were clearly labeled on the surface of the WBCs.
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carboxylic MNPs. And the C˭C stretching vibration peak at 1437 cm−1

of polystyrene coating of MNPs significantly decreased, which was as-
cribed to antibodies bonded on the surface of MNPs. The formation of
IMNPs was confirmed by UV–Vis (Fig. S4B, Supporting Information)
and FTIR spectra (Fig. S4C, Supporting Information). According to the
plots of magnetization versus magnetic field (M-H loop) of the MNPs
and IMNPs, it is apparent that there is obvious no hysteresis, both re-
manence and coercivity are almost zero, suggesting that MNPs and
IMNPs are superparamagnetic (Fig. S4D, Supporting Information). The
maximum saturation magnetization (Ms) of MNPs and IMNPs were
42.8 emu·g−1 and 26.5 emu·g−1 at 300 K, respectively.

4.3. Specific labeling of IMNPs on WBCs

In this study, the critical factor to influence high-purity magnetic
separation is specificity of IMNPs. Accordingly, we firstly assessed
performance of IMNPs for specific-targeting WBCs by scanning electron
microscope (SEM) and laser scanning confocal microscopy (LSCM). It
was found that several IMNPs specifically bond on the surface of WBCs
(Fig. S5B, Supporting Information) and none of IMNPs bond on RBCs
(Fig. S5C, Supporting Information). Moreover, different sizes of IMNPs
have different effects on WBCs. Small diameter IMNPs (180 nm) were
easily swallowed up by WBCs (Fig. S5D, Supporting Information). Ac-
cording to the magnetization principle, the larger diameter of the
IMNPs can obtain larger magnetic forces than the smaller ones at the
same magnetic field. Nevertheless, too large IMNPs (1100 nm diameter)
deposited rapidly in syringe and polyfluortetraethylene tubes, resulting
in a decrease in cell recovery rate. Thus, appropriate diameter (750 nm)
of IMNPs were suitable for magnetic cell sorting in this work (Bohmer
et al., 2017).

4.4. Separation of WBCs from peripheral blood

After two-stage magnetic separation of lateral separation (Movie S1,
Supporting Information) and vertical separation (Movie S2 and Fig. S6,
Supporting Information), the separated WBCs were fluorescently la-
beled with anti-mouse CD45-FITC antibodies (Affymetrix eBioscience
Inc., USA). As shown in Fig. 4, the LSCM results further confirmed that
the IMNPs specifically labeled on the surface of the WBCs recovered
from outlet 3.

Supplementary material related to this article can be found online at
doi:10.1016/j.bios.2018.12.058.

To assess the sorting performance of this flyover style microfluidic
chip, WBCs in whole blood were separated at different flow rates (20,
30, 40, 50, 60 μLmin−1) in it. Then, the magnetic separated WBCs were
fluorescently labeled with anti-mouse CD45-FITC antibodies. The po-
sitive rates of WBCs were analyzed by FACS Calibur (Becton Dickinson,
USA). As shown in Fig. 5A and B, the purities of separated WBCs gra-
dually descended with increased flow rate. For the single stage mag-
netic separation (Fig. 5A), the separation purities of WBCs were
84.3 ± 1.76%, 81.7 ± 2.13%, 78.2 ± 2.58%, 74.5 ± 3.03% and
70.2 ± 3.69% at the flow rates of 20, 30, 40, 50 and 60 μLmin−1,
respectively. And, the separation purities from two-stage magnetic se-
paration were 93.2 ± 1.67%, 90.3 ± 2.02%, 87.1 ± 2.35%,
82.8 ± 2.86% and 78.2 ± 3.37% at the flow rates of 20, 30, 40, 50
and 60 μLmin−1, respectively (Fig. 5B). The positive rates of WBCs
were more than 90% at flow rate of 20 and 30 μLmin−1. A comparison
of the two groups results showed obvious statistical differences at flow
rates of 20, 30, 40 and 50 μLmin−1, but the statistical difference dis-
appeared at the flow rate of 60 μLmin−1. This proved that two-stage
magnetic separation significantly excelled the single stage magnetic
separation due to introduction of vertical magnetic force. Nevertheless,

Fig. 5. Validation of magnetic sorting performance of the flyover style microfluidic chip. (A) The separation purities of WBCs through single one-stage magnetic
separation at different flow rates (lateral separation). (B) The separation purities of WBCs through two-stage magnetic separation at different flow rates. (C) Viability
assess of two-stage magnetic separated WBCs. (* P > 0.05, ** P < 0.05, *** P < 0.01).

S. Lin et al. Biosensors and Bioelectronics 129 (2019) 175–181

180

https://doi.org/10.1016/j.bios.2018.12.058


Reynolds numbers will become bigger with flow rate increase. The high
Reynolds numbers consequently led to low separation purity (Adams
et al., 2008). In addition, flat RBCs flow fast in the microchannel, the
moment and the physical center did not coincide, which maybe cause
the lateral and vertical movements of the RBCs to decrease separation
purity. Finally, the viability of separated WBCs was assessed by means
of a dual staining technique using a calcein acetoxymethyl ester (cal-
cein-AM) and other propidium iodide (PI) (Thermo Fisher Scientific,
USA). The staining was carried out according to the protocol. Statisti-
cally, the rate of survival separated WBCs was 97.5 ± 1.8%. As shown
in Fig. 5C, only one WBC was dead and cracked (red arrow), and IMNPs
were observed on the surfaces of WBCs. The high rate of survival also
indicated that the high magnetic field did not damaged the WBCs.

Increasing the magnetic field gradient is helpful to achieve both
high efficiency and throughput of magnetically labeled cells. Jung and
Han (2008) ever laid ferromagnetic wire array in a straight micro-
channel of microfluidic chip to improve the separation efficiency and
throughput of WBCs from peripheral whole blood. Ultimately, the
WBCs separation efficiency and purity were 89.2% and 1.45% at flow
rate of 20 μL h−1 (~ 105 cell·min−1) under a 0.3 T external magnetic
field, respectively. Mizuno et al. (2013) introduced a microfluidic
system that utilizes both hydrodynamic and magnetic forces to sort the
tagged JM cells and HeLa cells based on their sizes and magnetic
properties. Finally, the purification ratio was higher than 90% at the
flow rate of 5 μLmin−1 (~ 103 cells·min−1). In comparison, our flyover
style microfluidic chip has obvious superiorities with high separation
purity of 93.2% and high cell viability of 97.5% at flow rate of 20 μL
min−1 (~ 106 cell·min−1).

5. Conclusions

In conclusion, we fabricated a flyover style microfluidic chip to
achieve high-purity WBCs separation by two-stage magnetic separation
in a continuous flow. Firstly, to improve the recovery of WBCs, a spe-
cial-designed Ni structure was fabricated at the lateral sorting region,
by which the local magnetic flied gradient can be remarkably enhanced
to 105 T/m under a 0.3 T external magnetic flied. This guarantees that
WBC@IMNPs effectively transported across the interface of the sample
mixture and buffer stream. Furthermore, a flyover-style microchannel
was designed to obtain higher purity of WBCs at the second-stage
vertical magnetic separation. The experimental results showed that
purity of separated WBCs reached to 93.2 ± 1.67% at flow rate of
20 μLmin−1 and the viability rate of separated WBCs was
97.5 ± 1.8%. In summary, we successfully developed a flyover style
microfluidic chip for separating and purifying WBCs from whole blood
by two-stage magnetic separation in a continuous flow. This micro-
fluidic chip has a great potential application of WBCs or subtype of
WBCs separation and even negative enrichment of rare circulating
tumor cells in the field of clinical diagnosis.
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